96-well microtiter plate (each 1/5 volume). The reaction was terminated on an ice bath and then amounts of liberated p-nitrophenol were determined at an absorbance of 410nm with a photometer (HITACHI U-3210) and a microplate reader NJ-2000 (Inter Med).
The strain SNF-4794 was classified as Chaetmella sp.
based on microscopy observations. The stock culture of the strain SNF-4794 was inoculated into a 500-ml Erlenmeyer flask containing 70ml of a medium consisting of 2% glucose, 1% glycerol, 1% lactose, 1% sucrose, 3% soybean flour, 0.8% polypeptone, 0.2% sodium nitrate, 0.1% was inoculated into each of one hundred 500-ml Erlen- performed using a JEOL JMS-HX/HX110A four-sector (EBEB) tandem mass spectrometer equipped with an array detector. In the FAB/MS3 experiments, the precursor ion formed in the ion source dissociates in the first field-free region between the ion source and the first electrostatic analyzer to generate the product ion. Then the product ion was scanned manually with a B/E constant (a manual B/E constant-linked scan unit was equipped with the first mass spectrometer) and passed into the collision cell located in the third field-free region between the first magnetic sector and the second electrostatic analyzer. The second-generation product ions formed by collision-induced dissociation (CID) were measured by the second mass spectrometer. Fast atom bombardment (FAB) was carried out using xenon as the primary beam with 6keV energy and the ion acceleration voltage was 10kV. High-energy CID was performed by introducing helium as collision gas until the intensity of the precursor ion decreased to 1/3 of the initial value. 3-Nitrobenzyl alcohol was purchased from Tokyo Kasei and used as the matrix without further purification.
The 1H and 13C NMR spectra were measured using a JEOL GSX-500 and AL-400 instruments and the IR spectra were measured using a JASCO IR-810 instrument.
The physico-chemical properties of SNF-4794-7, -9, -11 and -12 were similar. In the obtained IR spectra, a strong absorbance at 1230-1240cm-1 indicated the presence of sulfate residues of SNF-4794-11 and -12, and not those of SNF-4794-7 and -9, while an absorbance at 1670-1730 cm-1 indicated the presence of ester residues of SNF-4794-7 and -11, and not those of SNF-4794-9 and -12. hydroxyl-acetoxyl or the dihydroxyl group in these compounds was determined from their FAB/MS2 or MS3 spectra. The acetoxyl and sulfate groups were easily dissociated under high-energy CID conditions. Therefore, the positions of the vicinal groups were deduced from the FAB/MS2 spectrum of SNF-4794-9 lacking in such easily dissociated moiety and from the FAB/MS3 spectra of SNF-4794-7 and -12 with the acetoxyl or the sulfate group. Moreover, the position of the vicinal groups in SNF-4794-11 with both the acetoxyl and sulfate groups was deduced from the FAB/MS3 spectrum of its corresponding deacetylated derivative. Figure 1 shows FAB/MS2 or MS3 spectra, which indicate a charge-remote fragmentation pattern, of . Each position of the vicinal dihydroxyl or the hydroxyl-acetoxyl group in SNF-4794-7, -9, -11 and -12 was determined to correspond to that of C16-C17. In addition, the presence of the positional isomers as the minor components was shown by detailed analyses of the minor peaks in their FAB/MS2 or MS3 spectra. For example, in the MS2 spectrum of SNF-4794-9
( Fig. 1(b) ), the intense peak at m/z 347, which was derived from the main component, is assigned as the peak cleaved between the vicinal dihydroxyl groups. This shows that the vicinal dihydroxyl group in the main component is substituted at 16th and 17th carbons on the alkyl chain. In addition, the small peaks from m/z 277 to 459, which are indicated in the figure, are also assigned as the peaks cleaved between the vicinal dihydroxyl groups of the positionally isomeric minor components. Thus, the vicinal dihydroxyl groups of the minor isomers are distributed broadly from 11-12th carbons to 24-25th carbons. The oxidative cleavage of the vicinal dihydroxyl group with NAIO4 followed by FAB/MS2 measurements confirmed the presence of the minor positional isomers (data not shown). Figure 2 shows the structures of the main constituents of Negative FAB/MS2 or MS3 spectra of SNF-4794 and the assignment of the main constituent of the following common deacetylated and desulfated forms (m/z 491): THE JOURNAL OF ANTIBIOTICS FEB. 2003 in the interaction between the inhibitor and the enzyme. -4794-7, -9, -11, and -12. 
